[Abstract] Proteins may have three dimensional structural or amino acid features that suggest a role in targeting and disrupting lipids within cell membranes. It is often necessary to experimentally investigate if these proteins and biomolecules are able to disrupt membranes in order to conclusively characterize the function of these biomolecules. Here, we describe an in vitro assay to evaluate the membrane lytic properties of proteins and biomolecules. Large unilamellar vesicles (liposomes) containing carboxyfluorescein at fluorescence-quenching concentrations are treated with the biomolecule of interest. A resulting increase in fluorescence due to leakage of the dye from liposomes and subsequent dilution in the buffer demonstrates that the biomolecule is sufficient for disrupting liposomes and membranes. Additionally, since liposome disruption may occur via pore-formation or via general solubilization of lipids similar to detergents, we provide a method to distinguish between these two mechanisms. Pore-formation can be identified and evaluated by examining the blockade of carboxyfluorescein release with dextran molecules that fit the pore. The methods described here were used to determine that the malaria vaccine candidate CelTOS and proapoptotic Bax disrupt liposomes by pore formation (Saito et al., 2000; Jimah et al., 2016) . Since membrane lipid binding by a biomolecule precedes membrane disruption, we recommend the companion protocol: Jimah et al., 2017. 
Note: This product has been discontinued. 2. Gently shake the tube at 30 rpm for 12-16 h at room temperature.
3. Add about 2 ml of buffer to the gravity column, and resin slurry in aliquots frequently enough to avoid layering in the packed column.
Note: The buffer provides resistance to the resin as it settles into the column and prevents the resin from forming channels.
4. During aliquot addition allow the column to flow slowly and continuously.
Note: Avoid introducing air bubbles when packing the column, and maintain buffer on top of the resin to prevent it from drying or forming channels.
5. Fill the ~30 ml gravity column about 95% to the top.
Note: Leave room at the top to add sample (liposomes). It is important to be able to see the top and bottom meniscus of dark orange colored liposomes through the clear glass stem of the sizing column.
6. The column can be reused indefinitely provided it has not dried out, the resin is not broken, and there are no air bubbles trapped in the resin. 9. Pull buffer into one syringe and place it opposite to an empty syringe on the extrusion chamber.
Gently inject the buffer across the extrusion chamber and membrane into the empty syringe. 12. Remove all of the buffer placing the meniscus on the top of the resin.
13. Gently add the liposome sample to the top of the resin, while causing minimal disruption of the packed resin.
14. Allow the column to flow, and stop it as soon as the entire liposome sample meniscus enters the resin. 
